espacenet — Bibliographic data 


Page 1 of 1 


CELL-TARGETED LYTIC PORE-FORMING AGENTS 


Publication number: 

Publication date: 

Inventor(s): 

Applicant(s): 

Classification: 

- international: 


- European: 

Application number: 
Priority number(s): 


W09425616 (A1) 
1994-11-10 

BAYLEY HAGEN; WALKER BARBARA J + 
WORCESTER FOUND EX BIOLOGY [US] +■ 

A61K35/66; A61K38/00; A61K39/44; A61K41/00; A61K45/00; 
A61K47/48; A61P35/00; A61P37/00; C07K14/31; C07K14/315; 
C07K16/18; C07K19/00; C12N15/62; C12P21/02; C12Q1/02; 
G01N33/50; G01 N33/566; A61K35/66; A61K38/00; A61K39/44 
A61K41/00; A61K45/00; A61K47/48; A61P35/00; A61P37/00 
C07K14/195; C07K16/18; C07K19/00; C12N15/62; C12P21/02; 
C12Q1/02; G01N33/50; G01N33/566; (IPC1-7): A61K35/14; 
C07K15/28; C12P21/00; C12Q1/02 

A61K41/0G; A61 K47/48K4D; C07K14/31; C07K16/18; 
C12N15/62; G01N33/50D2 
WO1994US04016 19940412 
US1 9930054898 19930428 


Also published as: 

US5817771 (A) 
JP9500102 (T) 
| EP0753071 (A1) 
]CA21 60909 (A1) 

Cited documents: 

US4867973 (A) 
US4975278 (A) 


Abstract of WO 942561 6 (A1 ) 

A chimeric compound that contains a cell-specific ligand linked to a pore-forming agent capable of lysing a 
cell. 


Data supplied from the espacenet database — Worldwide 


://v3 .espacraet.com/pubfc EP&FT=D... 8/13/2010 


JP9500102T 


Publication Title: 

CELL-TARGETED LYTIC PORE-FORMING AGENTS 
Abstract: 

Abstract not available for JP 9500102 

(T) Abstract of corresponding document: WO 9425616 

(A1) Translate this text A chimeric compound that contains a cell-specific ligand 
linked to a pore-forming agent capable of lysing a cell. 


Courtesy of http://v3.espacenet.com 


This Patent PDF Generated by Patent Fetcher(R), a service of Stroke of Color, Inc. 


mnxmrntf? (jp) 02) |g 4t jH 1 & $g (a) oi)tttra«&£** 

#^¥9-500102 

(43) &£B ¥$9^(1997) 1£ 7 B 


(51)IntCl. 6 
C07K 19/00 
A 6 1 K 35/66 
38/00 
39/44 
45/00 


ADU 
ABB 


8517-4H 
7431 -4 C 
9284 - 4 C 
8415-4C 
8517-4H 


F I 

C 0 7K 
A6 IK 


C 0 7K 


19/00 
35/66 
39/44 
45/00 
14/31 


ADU 



#^¥6- 524307 

(71)tfMA 



(86) (22)ffigiB 

TO6*(1«M)4J312B 



<8s>mmxmmu 

^7^(1995)10^308 





PCT/US94/04016 




W094/2 5 6 1 6 


— 222 



^6^(1994)11^103 

(72) %wm 




0 8/0 54, 8 9 8 



if 

(32)«5fe0 

1993^4^280 


57 h> # XhU-h 25 



m (US) 

imam 




E P (AT, BE, CH, DE, 



* 

DK, ES, FR, 

GB, GR, IE, IT, LU, M 


CrsrH9>I« n-H 33 


C, NL, PT, SE), CA, JP 

(74)ftSA 




(54) [^<7>£$0 


(57) mm] 


(2) #^¥9-5 00 102 

ffii^^yyy. ^^i^nijyy, f 7 1 y , v # >f - y . * y ?■ y 
2 . -oifciiaR^TLcio, m m * m m -t h ; t ^ x % t ?l ^ j& m & t> m j& 

$*l£# : pfc:*S£'L£. 0 # M ft U # V h* £ •£ f *f I. * ^ 7 ft & & ^ X . 
m 7L ^ tfLfflli^ vS ttltfc 0 . f£ M i*t ffi ft £ liftflti 9 « ft £ ft £ 

«*l 2 i « 3<v4\:&®. 

6 . $H ^ ffi co # # . i^fcli^tibS, If ^ <9 $g si 2 £ ti 3 CO ft & & . 

7 . MUM^Mtf. iHtMW^rnf r--tfs x x r 7 - ^'Jnyf 

ft£^ 0 

9 . ?l m m m 7w&mna-^*v>>yx*>z>. m ^ co m m 2 1 tz \$ 3 co 

10. HmfomtK a^t'JyV, iTn'Jyy, -a 

-t'jyy, xM/7h yi/yo, 'jxf 'Jt'Jyy, 5^ fa-'jyy 
yyxii, ^Hii^\^ y yy , ^llii^n 'J yy, r 7 x y y y . v # 
>f — y s ^ ij f y , ny7/Myf, a°-7 t 'J if^-F^yy, t x 

h V ioyco^-ftlfrXfo %> . If ^ tf) K SI 2 a fc ti 3 CO ft £ !ft 0 

11. i fc*v^^*3&«, h t> & ttbmtb i>titzMM<v 9 a Tkzmm® 


(3) 


#^¥9-5 00 102 


£fc#?Sftfr5frfcft£*ftfc*><o;fr8;fc*5^'C. JSl T c7) £ # o £ . 

(b)Kfc£»#i§ttfc3;fcfcft Oggfc IX . Ill IB * ft * ft £ ? ft . 

1 2 . SBUXOfrfciS^T. &»¥tt£ t fc^rVWfc^^* 5 . iittfc-*- ft fc *> 
«4fctt*frfc^ffli:^fflfcMffi^&ft^ffi^ffl»^i5^^^MtJ:0^«S^ 

ft . in # co m m i 


(4) #^¥9-5 00 102 

I&IIt^f -v^/^u{ifL(i, feUli^liCj; O^JfcSfiS ( Bhakdi 

et al ., Phi los. Trans. R. Soc . Lond. B. Biol . Sci ., 306 : 311-324, 1983 ) . 7" K 7 M 

m a mm ( a c?) x o % jib f&mm it . mmmco^M-mm^m^txm^^co 

« HLfi „ 33,200Da^#*° U ^ 7° f- Fltl, D . 31 :/ K ^ ** 
&<7)$$mX'fo & (Gray et a 1 . , I nf ec t . I mmun . 46 : 6 1 5 , 1 984 ) 0 a HL(i s jffl Jfe jg rfJ 

& . 

# Hi . ft It & & . fl: ^ 8e & ^ $ gg £ t, ^ ^ h t> -f . < co m \,z M L X % £ x* 

% m m % ?& m n m m x & t . ^icHti^^n^^ii, # m * m m & 
m co m iz m h ® m m x & t . ^ti^commn. ^mco^t^mm^n txm^x 

* % e co # st «i . & « tfrnzzmmz i>^r.^n&ttfr bm&*ii&*x5ik 
^ity, g » 0 SB 3 ffi 0 # ? A v^tt ffi it ft M « t 
|§ T # & 0 fig # M m ] J if y Y b & 0 # & ft 5* M "C * t . ^'J^yMt tA fc 
o4fctta»tf)?L*«lfilR<!0lll«rfiJBt:»jSl,, 0 Jfe fl> » jff S §1 1= IS i ■* ?L ^ 


(5) #^¥9-5 00 102 

* * 7 co m m # m m u # > k ti . ^js*4fctt^«A*<oi<otr*o, tsjR. 

a & m m iz ii . m m ^ pj^ t\ M tt w £ ^ ^ ;p x ^ m m t t ^ & ffl m z fz it 
& m m m m <r> x o \,z m ® \,z m m z fz it % m %> ti & m m <r> At m iz m %> x o 
=sr m m # # z ti& . ^mmMt,zn, m^^-^m^^^t tx^mm^mmimm 
zftmitzmmh h & « z\cr> x o mm commit . iisf^i^iiu^a 

„ iTO'Jyy ( aerolysin) . A°-7 'J V rf 'J y y ( per f r i ngo 1 y s i n ) . — a. 

'J yy (pneumolysin) . XM/Tf'JyVO (storeptolysin 0) . 'jXf 
'J t 'J y V ( 1 isteriolysin ) . A'f ;K ■ f a-'jyfyy^ ( Baci 1 lus thur 
ingensis ) # S & if ^ 0 ffi £h # S . tt!^^ 'Jy> ( hemolysin) ^ 3 »J y y 
( col icin ) £D X o ±MM E±3 ft? 14 ^ . ^ /ii ii f 7 i V y V ( def ens in ) 
s ~? ff 4 — y (magainin) „ ^ 'J f y (mellitin) . 3 y 7° /I/ ^ y b (compleme 
nt) „ A'-7 t 'J V (perforin) . # # 7 — # S (yeast killer toxin) N b 
Xh'Jyy (histolysin) (7) X 0 % M m B M * * V> M ft * L <I tit KB ^ 

y'x;k7^ H s f- * x x f ^ . f- * x - f /HIS £ # «t *) ft Z I v^ 0 * & hj§ <7) ft £ 
. **5*>-otf)»j£j£##, ^7f Fg^tjilL^«i7a-y 3 y 

5p ai tt r s» # . mmmmmmcoAt m ztzitmrn^x o » m it t ^ o *s a m t 

^yH:|^Lf:U^^j:^y7{^iUfc *^0^tttl,^ 


(6) 


#^¥9-5 00 102 


fcli. pHSft, »7G*tiN Alt >f * y 4 

f 7 — "tf s X X r- 7 - . / 'J3y^-t\ X ? h 3f - *\ 7 * X7 T ? 

\&ftif>t>&i&%ti*i><?)btfhi> . mitt. & m mm iz*ftw<oik&tot tiitm 

{t&toz&MT. t titefc^mmM t & iz®mz it & z t iz x *) mm* z z t & 
, * & hjj <o ^ £ ^ & ^ ^ & & m . nmttzizmmmiz&^i- & , it¥ 
mmmbi*. mMm>&z^^&ik^mttziimmb%.mztiz><, m t «\ y y n 

y y $ y . j/^n7tX7r S K -^^^x^rSK. L-f/^'Jyy, y n 
7 a 7" f /K ^ ^ if y f- ;P y 7 5 y , f-^^r^. 7" x )V y r > . # ;P a x f- y s 
n a x f - y s t a x f y , xM/7h/fy, ^ # ;P a *J > . ^ff^^t-f 
s 7;^n<)7x;K y^f'y, ^/MTFryy, f - * y r - y . ^ > h x 
y f- y . t* y 7* ? x * y % h'y^'jxfy, if^H', r - * ^ K . r y f - y 
v >f y y d s f^/voy, H ^ y ;p t'yy, r'J^70 
y. v-fbv-fyy. i/X77f ^f^fyfny, hFn^y^i, tp 
# ;!/ # ^ y , 7 5 y ^ /!/ t f- 5 F . 7I/F- x /y, h Fn^yTn 

yxf ny, yif;Uf;K^Fn-;K y ^ y 7 x y . 7;H$ F, £ 
linO'n'J F, fttf0J&^fig&£fc^i:fflfi&*I*C£>9. * tf) «t o % it ft ^ £ 
& * , 4fcttlfeS*«iM , t4ifcA«'C*4J:553r DNA^~ 'Ji^Hf F\ ft V 


(7) 


#^¥9-5 00 102 


offiEt^ a wanna*. mm®mm&ft * ^i«f^#4T, ^ssrtui 

1_ 

ttfti*t-l^/77t*5. £&Lfc>f vh'hn|s?/ail(lVTT)fcJ: 0# 

fcitz-*ma\\Lmm^mtk<vm&<vmmz . t^A^;w:^u 0 ^^^^^ 
^ ^ ;m . r ^ # m m £ ffl ^ m * jj m r «y -fe >r <o m * ^ t t ^ & . r n r 

r-^*^I«^M#;wr7t^t^^^^77t:, x y F 7 n f 7 - -b* Lys-C ( 
endo C) m M & co V y r )V a) T >v -b A li £ co 7 y 7 lz ^ L tz . # m T . # 

o5tsam^ 3i$isl 24^1 5oiiit/-ox/^^tt 

V* T j» JflL # & o <! t * ^ o ) £ ^ o 1$ ft <9 @ & 0 12 . n $i r £> & o 
^-A'-777^|f*:li, IVTT^^r^ (10 L) [Z X y h' C(1.0ju g) £ ffi flU^ § <! fc 

£ f£ & M * <?> *° U ^ 7° ^ K ii . » JflL *S 14 & V^ 0 

H2li, «t DftSLfc* S if ft fc £Mtt <n ft JflL * » tf> ^ 7 

0.025X^^^*JflLJR(500/zL)tIVTTM^«(10N j LtL. ffi Jll IT ) £ $ 111 

?t o ffl ^ £ ^ M ii . m 1 £ ^ X o t,z , ayfn-zl'Ut, iS tt ft 3 ft £ ^ 
Jf> > y 7° a HL (1-131) ■ (143-293) tf ft $ ft T ^ S ( £T^^°^/P ) . 

/Hll*l (SDS-PAGE)^^-C* h . £tf)A*/Hi, IV H^KOi^i* 


(8) #^¥9-5 00 102 

=fr<0^*/Hi, xyFC(6M IVTTa-^at, 1 jul g * % M ) ^ M Sr <0 ffl * <0 « * * 

(12// L IVTTE^ftfc. ljug*ffifln)^Bftfl-#8£#lft** U . r*« 
^Mftte s *° U ^7°f- h* l-131&tf 132-293£ tf 7 7 ?X V V £^813 ft* . £ 
tl^77/^Mt £ ft lit _L # ft? $ ft & ^ 0 IiO^-A'-7«yr^t)Oj 
M ft tf> « £ £ (4 . ^I«HL*°y^7f 

H 514 , nA7j)-Sf-^0t:niHK"l,^ JI * ft h 5£ # ft H 2f tf> * 

I2 6te . . X y Y mmffico*- A - y > y 7°^M#:K8A(1-172) ■ (132-293) CO . 

1-131 ( Hit 0 ^EP ) &tf 132-293 ( fi & 1= Ep ) tin 2o^I^ff^ 
3*U ^ft&±ti#fi?£ft&^<> IVTTig^?« (12.5// L) £ 1200Ci/mmoltf) (36 s)* 

ft-y^t^tlt^ 30°ctxy KC(i.o/ig)tMltl»o ^^^ftJtKf^o 

tk. ifcVk £ B££ L . ImM N-p- hi/^-L-y ^ y ? n n ^ i~ )V 7~ V y (TLCK) X* WtM 
i- h o - * if K8A^ j?yAn v «K nyhn-^Htffofc. ( £ ) 
[H7te . Lys-13l£ Arg-131^ ^ O a HL1-172 ■ 132-293^" -A- 7 7 

ft , ifxs^yA"n^?^^t^77t"i)§ 0 ^^MsiccoMte, 7 ^ * 

/Hi , ^nxF'jAMyCiattl^l^i^^LT^o 

08(4. 10// M ZnS0 4 £O^ft^ £ £ lii^Sit £ ft * N a HL-H5m£ J: * $g jfiL <9 
. ftftftJKffi £ ffi o fc 7 >yfe >f £ **ty 7 7 X' h h 0 0.025%^7^^*JflL^ 

(500// L) tCfl gg a HL-H5m(0.4mg/ml .l.O/iDfcgsJnLfc&O. 600nmfc & it * ftffc 
SL^^^te^* — Lfc. T7tj(i, 20mM K- U y|, 150mM NaCl ( P H7.4) £ 
0.0253Jfc:ft3R t fc ^^Mfc&V^ ffit1foit 0 

H9I1, 7° n f7 - * ft 3 tt 9 tt 3! a HL^M 3&» 6 corner - -tf T M £ ft 

fcaHL£Mft<Offi3t£^Lfcl3-CS>S. 


(9) #^¥9-5 00 102 

±IB<OBttfcieaL3ti:i30. * ffc ^ <0 ft £ ^ li . & T iz P 40 IB tt iT & 
^iIti*tUfFMltli, «hl, ±mm^^V^y. ^li^'jyy, b. 

f-f a'jyf-Xif , nn'Jyy ( aerolysin ) s 7\° 7'jyi'JyV ( per 
fringolysin) . - a - t 'J y V (pneumolysin) . X f ]/ 7° f 'J y V 0 ( strepto 
lysin 0) s U X r U :* U 1/ V ( 1 i s ter i o 1 y s i n ) mftfoh . U M £ ® M i~ h <I t 
<7)T% & jt^£^S*^?L^J&Mk:y: . r 4 7 x V y V ( defensin) , 
y. ^ 'J f y (mellitin) . ffi #: (complement) . 7\° — 7 t 'J V (perforin) „ 

^ — f^f yV (yeast killer toxin) s h X f ij y V (histolysin) ^ # 
& S . ^/-yy ( Pederson) CO 7 7 *7 > X - t )V %. U A U J V A y y & if ^ £ 

^ ^ ^ ft? ?L ^ M fi r Regen et al . , Biochem. Biophys. Res. Commun. 159 : 566-57 
1 , 1989 j fcieafiSflTfc'J. 

y h t> £ * ft S o * ^ Hfl & s il^^I^y^Tf F^'ltt"^<, £ ft ¥ W *S tt 
^Mt X m t fz ii ^ j& <o n © - S Jg t - o t tz It « ft ft I? ?L £ & m -f I - 


(10) 


#^¥9-5 00 102 


ffi L £ 0 Jja ^ ^ o . atp & fz 1k It tt o k jv co x o % m m \H W ^ co Jfc ft J; 

is ^'i t a $ m co & m . t tz \$ % co m ~h # h h 0 

r * jv \t & tzte x )i x * ^ iv itm co . *° y f- h- ooit^wmmtf h h „ £ £ 

* $fc 03 (i i fc s - o * fc te ft ft tf) ^ 7° f- Y tS £ £ . ^ 7° f - r - -tf X h % m £ 
9. ft & V^S'J <9 ? >f 7° <9 n £ ( ja r ri^rf Fj fc * ^ 4 ) ttiL^UU 

o . & * ^ <o a ^ » <o s a # m # m m t & * *§ ^ ti . tciStt^s^^rf h 

l^^#^Stt«I^7f Ft:IitKH:j;^ J 0 £ £ £ ^ r J- Y fc £ 0 


(11) 


#^¥9-5 00 102 


tl 

F^yTyf/K / f^yX\-/K 2,4-y - f n 7 x - /Kx f'^T ^ / *gg 
iiitltfc^. 55 f ^ ^ tft5 . 9 y n ? M Z X 9 9 y n 9 ft M £ fit tt 
-J-SfcfcfcfrfcftStf. SWffl flatted JtittSl^^^ft^fflafc:^* t 

ItttLt . 

/MmPEG) ( Sehon et a 1 . , I nt . Arc h . of Allergy and I mmuno 1 . 94 : 1 1 -20 , 1 99 1 ) 

4MI*fi[**tr^7 , f'K<o#Jn*«&4. tf . U ^ y 4 fc I* r ;P * - y co * 7 
a fc , isitt^itsffltiuac, a ti «bi n& us & ^ f $s tt it * 

£ tf> #j a - & <o T 5 J M £ *l # 5i o T 4 3&» t> t *i & « i ft a ^ T f- h* t 


(12) 


#^¥9-5 00 102 


arfctcfcOfl^ftS. Mitf, #tlin^x^/^ 9 y xjv* >m (ems)£ fz 
, VUftcDy y? 2 fc tit ffl # M » % f& S M . * fc tit 

U 

^^^liHoL-TS 71 ( Noren et al . , Science 244 : 182-188 , 1989/ # EE 
UT*M:^^^ ) & K cr> s ^ ^ L-r $ y it & ^ co n £ £ tf T ^ n ? 

t> * £ ft h . ^yA^f ^^yy^t / i^ifitiWCffi^a 

tf^T&ti:. r Ell man et al., Science 255 : 197 , 1992 j £ IB $ $ il T 0 . * 56 0 ^ 

\,z $ t ft I. . *»^<0^7"f-Hii:. ;:t:#^JCMatftf^itra^x^ 

*ftii. -bS 

i ti: £ ft * ti ^ M lz X 9 *S ft fl: 3 ft S fc' ^t^^'J-->/tSfc« T* 

& ^ 0 

0 ia # m m v ^ y h* 

it^mcomm^^ttz it mrnmrn m u # nit n w 0 uttswcji^ts 

fit ft t fc U ? n - f ^Sttt tz it X' & < . Fab' t fc tit (Fab' ) 2 7 5 ^ * V b . 
afifl^CJ: 0ft^^av77;y yf (Ladner et al. , U.S. Patent No. 4, 
946, 788) CO £ ft!S?W«tt^ tt S filft 7 7 V h t ffi 4 

It i* M £ « . ^^Offi^ffllfi!RrMWU^yh*t>#*ftS. M * if , xfnO'* 
/^y, ^7°f F^/KVWj; ; :t t° ^- A K^Tf-K&fc'OWi&fS 

ttif ;Oxyy;i^isa^I@f, OxyyijjEiaf , SB ti £ till ft ft 

(ID, flUtf IL-2, IL-4, IL-5. fti:"tf)^>f F^O;^ 5 y tM MW**/HE 


(13) 


#^¥9-5 00 102 


m. mm. ^t/t-yf^j;^^ mmm%? ? xcdmm (fti^u^^ 

X ) \z m m £ * •* * Hi « 4 fc 14 H: 7° 9 - . ; ? f- V . 

* ^r-T S . Tffllfi^It^StS CD2. CD4. CDS. 4 fc li * P ? 

f/'Jy^i^ heiatopoetici*^*H!S^^3S-r & # 7 , * ft ^ ^ # % S * *ffl 
M % m + & S * # ^ & <D & * # ? t . *^H^^^^^*S«jffllfit:*&|6iS^ 

-G? ? OfflS^ffl (Derrick et al . , Nature 359 : 752 , 1 992) {Z M h ffi 5 ft 

Stl^tii, y'x/ky ^ Ffe^j^y. # <9 - ~H £ a - K t h DNAtc , 
Ifefi^cJ;^ ft an & is x f - >r y n K y * Hr 4 ■£ h z. t # t # h . ~ o a <o 

1^7f FSti^Atl^ milf. X )V%T FS^^Tf com Alt. 
Hiskeyfc J;Dfaj£$*lT^& ( Peptides 3:137, 1981 ) 0 

Kfc^tlS. M £ If s TrautM^ (2->f 5 / ^ * W V f£ @g ) (Pierce Chemica 
1 s , Rockf ord , I L) £ ffi 5 . U y>il^N*S«T^ V«l^|-r^ 
7^7° M^iAtll) o TrautM ICi 0***5»tfc^>'^^«4fctt^7 , f- 
H ii , N-X ? $ V)V 3- ( 2-t° u i?)Vi?j-jt) Tu t° * y K (spdp) 4 fc tit * 
^y-^y/^ 4- ( N-v y^SF^f/H y ? n^*1f y z, V A V ( 


(14) 


#^¥9-5 00 102 


SMCC) (Pierce Chem i c a 1 s , Roc kf or d , 11) CO X 0 % U M CO B ffi Z ^ ft tz ? V ^ ? M 

t fc \t ^ 7° f- Y b R m X S h . 

* if. S^^^ryytSS^itst (Fab') 2 7 &fc ^' 

f^xw h (dtt) £ fc I4 2-.X 7° h x ? y - jVXMftteMjt^ h b . * 

RJB^;I/^7°h«5:^'tfFab , 77^^yb* s ^^fL-g.o - * & Fv& fc* CO ft flc 7 7 

M I h m \,Z . j£ # <9 — # . W^H'yXf ^ y-«HL^fc"OyXf ^ VS1I:5,5'- 
yftt'X ( 2-- hn^IJI) (DTNB) £ £ 2 , 2 ' - is j- * t° U V > kz X "9 . % 

? n v h ^ 5 7 * - t tz li * ft ^ ^ t t <o £ tf t^xtiD, * IS ^ <o 

* * 7 tf> ft £ ^ Ji . tit r Mai ti et al . Int. J. Cancer 
SuppI .3:17-22, 1988 j £ 3* ^ t> ti X «t 3 £ , ^'J?-, ^ 7^ b^y^'J 

* % 0> ft £ <ft £ ft £ jg £ ^ CO & i| j; *) ft h CO & t> . ^7°f-K*g^3&«?L^« 

(Huston et a 1 ., Met h . Enzymo 1 . 203 : 46-88 , 1991 /# M fc L T * % £ t ti h 
) \,Zfc~>Xftt>ti& . 


(15) 


#^¥9-5 00 102 


ts. & * # co x o & ^ ji w & # i* . ^^mcoit^mco 

iSttfcfcUfcffl-CSSo il JE ± # £ ti pH3g fl: ti . iESjfflliai:Jt«*f-5i:&4M* 

0 Jfe £ HU g # Si^t, ^ >S g '[4 £ It P\\m %'&co$Lft i> Z CO £ oftmMteX & 
Sftt j ffc£ffiffl*Ct* & o i 8! <A ffl i: L T . ftfc«fc9Ettft3*ifc&*3fcE^fc£ 

ph . ji 7c m & £ £ ii £ m a * y co # # & if ^ ^ ^ ^ ^ # ^ ^ s ^ ^ ^ @ t 
Ltti.^. m ^ «\ * ^ 0fl 0 ^ ^ 12 . m m m m m ® co it ¥ w ^ # £ i 9 ^ ^ 

1 ii ^ * $ ft . * <o Kg m m m 14 # $g ft ^ $ til. X o & ft tl £ £ tf i o t g 
fttSifcj^tlS, felliiKi, 7f'jn^^n7nfO-^' ( Liotta 

et al . , Cell 64 : 327-336 , 1991 ) £ ft W i- & 1 t ^ Z tl X ^ & CO T\ X 9 n 7° 

nf>ft-Hfg38»li&*l6 0Bwft^ftl:a»ii«>{f, jg**ffljS£ffifc*ms» 
iOMTMi. #iay^:lixf^yy7^yfF7« (edta)^ j; a 

s ffl sa j&> ^ v $ $ ixi) . t tz n m & co h h . y: co x o & ^ m h . mmmmmmx 
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£ c Witf, Hiv*ftA#<DCD8fc toTj||illfi*i&a»t:tt*i-4 <r fc tt, *tf>J: 

d %&m(nCMb CD8tf)Jt4S £ JSflJKft^ £ ^ £^F2&fr t t ft* ^ ( Renn i e , Sc i . A 
mer. 5/93:24-24) . 

ft £ t% co & ^ g & s ^ & ^ a m . z co & & co n jg . ^m^gLOMco^s 

sSrirtciO^-fb^-^o -^ft^^^^-ite. & m £ m til> ffi 0 )fe « 
IfcKtlit:*^^, ft pfl^i M '14 # it L #> £ «fc D^&^A#B:R3*i 

* II 0j? o ft ^ ^ & ^- }f & . # M & It # - fl£ m T hhtK & T & It . i ti 

s « as fu & fc* ^ N ^gffliia3^ffi«§ii-6gpfi[^^ie«aitt>^rig*c*>s. mmco 

^J:3l:S4t^i:^t^, <r tfD £ . ?L B M co # M ii . II ft *ffl IS ^ ffi 
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mmm 1 :ypfr^^ ^gft^ft^am 

a HL<9^#|#;te . 7° 7 X ^ K P T7-NPH8S^ ^ ft J& $ ft 0 £ CO 7° 7 X $ h* ii , 
31 7" K 7 m m «t 0 # *B $ ft I) J: o =5r a HLco gj £ £ £ * a - h' t T 4 . PT7- 
NPH8SJi . 1rtPCR<7) fg] (; g I o Ser-217^As P fc ^d^M£f^IE^§J: 0 & X V 
rf>f^l^^-^H^^^M^M^fflV^TpT7-NPH8( Walker et al , J . B i o 1 . Chem. 268 
: 21782, 1992/ # BS t t T t ^ll> s ) 9 ft £ ft £ 0 P T7-NPH8^^ 

a H V Lys-8fi ^" U £9 Alafc^LU ^ffl^Tn 

a HL}ife^ Ji . K8A£fe?*>&. r Wa lker et al.,faftj ^S^t^tP 

CRtiOftjfcSftfc. * - A - 7 » y 7°^M#:K8A,K131R (1-172/132-293) £ # -6 
«> , K8A,K131R£ :* l> rf" 5 ? P * f- K ^^^^^M £ J: 0 K8Afr ftJ& L . ^ ft 
fr£>K8A,K131R (1-172/1 3 2 - 2 9 3 )£ P C R|; X 0 K 8 A , K13 1RA»6 
ft J£ t fc . 
£fft IVTT 

£^ (Walker et a 1 ., J . B i o 1 . Chem . 267 : 1 0902-1 0909 , 1 992/ # Bg £ 
IZifttLt) s MM a HL*° U ^7°f- h* (Walker et al . , J. Biol . Chem. 267:21782- 
21786, 1992/ # Hg ) . » V - * * a HLtf U ^ 7° f- h* ( 

Walker et al. ,J. Biol. Chem. 268:5285-5292 / #3° fctT^^B^t^iftS) * 
. *»«S30«iaj»(Promega No . L4500) £ f£ d I fc t i ^Si&fcfcl&flfc* 
&fclfl!oTIVTTfcj;Oft^L?to T7 RNA;t>° U ^ 7 - -fe* (NEB No.251L, 2 

ooou/mL^ jg Jn)&tf U 7 r y t° i/ y (20 ju g/mD&tf ( 35 s) ^ f- * - > £ Dw l tz . 

ilT 7t>f £i5 Ji * IVTTB^ft - V & £ 0. 5iM(0.8Ci/ii 

ol)fc t , ^l^'J^rf H <o£jK#lO-50ju g/iLcottHcoaift*Cff *>ft 4 

Lfc. 371CC60#iafTofc # G^&ftOSftftfc fflttftfttt. SDS-PAGE 

» * - b 7 y 3T 7 7 a \z 0 M £ L . 
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CO I VTTffi Oi^ £ . ^x/HT\ lmg/mL7 ^ jflL if T ^ 7" $ V (K-PBSA) £ #t?20mM K 
-yyS, 150mM NaCl,pH7.4*C4fiS#a?L ( 7° n r 7 - * ^ Jn mT ^ M ffi. * t 

* < ) . ^ tifr t> k-pbsa^ ^m^m^n z m 0 ^#uot^*i«H. 

5%5n . 7° I'- h £20°CtM y^f j.^- h t , K-PBSA(500jU L) T* 0. 025Zt 
L^^^^r^lflLJt^IVTTM^^(10/iL)^ JP^/^f^cT). g ^ (25°C ) £ ft & 600nm 

IVTTB^ft (10/z 1)£ . X y H C (Promega No . V544A : 25mM NaH 2 P0 4 , ImM EDTA , pH 
7.5+fcljug/lju Dfc Jn* £ <! fc J: 0^-^-7'y7°^M*^?Stt^tJt. 30 
C 

T . 10#ft . TLCK(lmM) £ J: 0 7° n r 7 - -tf £ ^ vS ft t tz 0 ^nxf'jAM y 
$tf| c?) . 2. 5mM DTT £t # tf 50mM Tr i s-HC I }g 14 ft £ L SI S (S i gma No. C-74 
03 O.lg) ft £ s IVTTM^-^ (10 jul 1) £ 30°C *C15#ltl O^^-fLfy ? n 
Xh'jA'O^ ImM TLCKT'^Sttft $ ft £ . 

tiiiffltyr^h ixn~ vmrnrnftizmm t . 95^ ?2#isijdj* t . 12% 

SDS*° U 7 ? U /I/7 5 b* y/I/ ( U.K.Laemmli , Nature 227:680,1970 ) 

ftttfttt* LfcV-#-(Gibco BRL) (i „ O'CM *)Vfc9 ; S 

ty^Ii (Mr=200,000) ; * X * U 7 - -tf b (Mr = 97 , 400) ; 7 x JflL if 7 /!/ 7' $ V (M 
r=68,000) ; * 7 71/ 7" $ y (Mr = 43, 000) ; Hfb F^-t' (Mr = 29,000) ; /3 - 
7 ? h ?U 7" U y (Mr = 18,400) ; U /f - A (Mr=14 , 300) X" fo h . 
7"; m fls ff^ J^c 

I VTTti „ ( 35 SM f-:*- y (1200Ci/mmol)#:£ Ttfi KJEJi. 7 ^ 3f * JflL € 
MJI * y A 0 ? /v^sss^jfx 19 ^ £ |9t 4 . ^D5A7x-3-^(100 u M) 
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OlXn-KfflUM ( U.K. Laemmli, Nature 227:680,1970 ) tliLT, 45°CT*5 

ft m mm n% sds-*° y r ? u ;p r $ t* y /ko *a & » t ^ ft fc , 

>*9H*7£ft&fc<tt ^ Lys/Arg^ grnfT-^'Ci OiittfcSflftS^iitt 
i^f t , ^ y i, y y > y ^;P-7° (Walker et al . , fa ft ) CO *3feft ifi 

t-7^A^cI4IaHL^7f Hi, K * 4 y - H ^ >f yfflSftfflCi; 0 

h'J7yy(i, ^^^-T^^^#j£^Lys-131c7)^T-. a HL £ tJJ ©r ^ h (Wal k 

er et al.,H«aj), L^L. if4I«HLii, Lys-8?) f£ ^ - o g CO fu \Z $5 ft § ^ 
Dt & U m T . h V T is > £ *) ^ft&fcZ tl Z . Lys-8 

M a HL K8AJi . If £ M a HL |5j t & JflL ^ ft * t O # . f 'J 7y y^^||7n 
r 7-*fcffifiitt**&* o 

^ < 7 >y 7°^M#:(i . # * ffiiffi a HLjfift^ ££tf ~ O<0:T5 * 

$ K co Ik % to co . OffnitflKtiO K8Afr ^ ft $ ti fz . -t^T^^^r 
£ . h U 7° is y #m £ 0 . m V^JflL?Stt * & 0 1-131& 132-293 U o 7 y 7' 
* y V co m & £ h ■£ # t> ti tz <, jS17 >y t >f (: j; S J: , ||1^-a'-7 7 7 
^ g ifc co ft & ^ £ fz It fa ^ . 'Jy'ysv'T/K'-vf^fO^y, i 
fc (4 y ^ y jggx y h «t o $ titz (mi. m2) . 

t-A-7 7 7fMft^v'foi*of^y^7f Fiti, xyFcci o # 

J» § *l 4 . a HLcO * $ £ « £ fc tt fi 7 5 ? ' * y h £ £ ti 1 #. & . & & >h 
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$ i^rrf- b* ft t (03) . fcFHgttfc. ^A-7 77fll*(:|jii 

*lTV>**£li, Htl^75/^y M-131fttM32-293fc£»3*U * flli 7° 
ofr-tfttSttTii (134) . fai£c7):*-A - 5 > y 7° (1-142 ■ 132-293 

St/ 1-172 ■ 132-293: S U^rf-b'tftHnUfcTSyKJ^tf^tflfc^^ 
# y ^7°^ Mi. ^CxyFCt:Ht;U:n l31-132<o*ffi-Cfl»r 3 *i * fc 
«> , H^Wffifclftfc^rf-F (05, 06) . 

g§ fR w % 

7° n r T - -tf ft M '14 a & g '14 li . +*«^-7 , tf>B»E#l££ft3-£4£i: t 
^fXfLf:, 1-142 ■ 132-293& 1-172 ■ 132 

-293 £ r O<0j5£$S?MttK8A,K131RJ; 0 fig L . K8A*» ^jSLfcHt*-^- 
7 7 7^IftUttL^ 0 Lys-l31£#fr ^Uttti . 'J y yggxy HCt J: OS 
ffiWfciSttfcSft. Arg-131^M#:{i . 7/K-y^£^ nx f 'J a'OC J; 0 
SIRWfciSttfcSfifc ( 07 ) . 

: ^M^JEttj§iS?L^figM 

tlifttff HLte s U ^ y U >y 7° |*J 130-134 £ . 5li^}IM h X 

fy>CIitKM:j; 9 *l S . <! £9 M ffc £ aHL-H5mh 12^^ h . aHL-H 
5i<D*Jl!Li§tttt, a fc, Zn> + (IOjlc M) t= i D^iittfcSfU EDTA( 

2iM)t i 0K«SftSfi-6 • tfMWfc. »4I«HLIi, N^ffTtZn^^if^ 

. fi^/^^^-MK EDTA£ fc*£&^LTttrt?^ttft$tfSi:^3£i: # 
"T IB *C & & . 

& jg >f * y to # £ £ i 9 *S 14 fl: £ ft & X o ^'MMJIM^M h tfc¥ft^t>ti& . 

aHLt^M^^^^^tt^^-^s/sfts ft Up . av^xx-fy^frai^#^^r 
^ / |0J;^d:fl!3W#I!^r^l«IA^ff^Htn o 2ffi ^ ;P - 7° I 

imx/M&i&mico Ni * fcttcu)^ «t o zmn&miz x o isttfc* fctt*$sttfc 
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*) n s r * I. . 

iftftLz « HUE £ frugal 

# co m m ? a r t # m « & r4 s s o r n r r - * it z tt t> . ^jsttiw* 

- . # £ *7 n * f - -if 7° 7 X 5 y - ? y T 7 9 - (uPA)ii . 

7i7N TtHMW^KI^^ibi (Liotta et al.Cell 64:327-336,1991 ) . 

rn^ y-y^r ^f-^-^-igiiffi^jGiy-Arg. * fctfuPAsasai-cifc & . 

Gly-Argi:|j;ftt^7 5 7 ^ U < ffl *J ti . ?L ^ fig *I £ # It W $S tt ft * § 
) ( Stetler-Stevenson et a 1 . , J . B i o 1 . c hem . 264 : 1 353- 13 56 , 1989/ # m t Lt* 
t ^ IS li ft ii . JJITt^^Si^j:, fr M ^ ?L ^ M ^ ^ ^ ffl ft & -fe $ 

7y/Aiu^i5t^^^M^^7 h cornet l t i> & £ o . 

^ M - * H a HLte . 09t^LJtJ:-5fc^fig$ii-6. 0 ^ fll 5i t if . b 'J 7°y 
yteX&TVTT-Uffi&htottto V * X B16^ y J - V rfffl M tit . ryX^J 
Reish et al. Res. 48:3307-3312, 1988;Wang et al., Cancer Res . 40 : 288-292 , 1980 

) . icomm? J Ti,z£ &wmmft>&itcr>tzbb<,z, yyxzs-yyrti-K- 

9 3 y y-f-VlVHf? f-^--b*/MMP2) i-&7°nrr--tffl!JBf*ffl ( Sta 

ck et al .. Arch. Biochem. Biophys. 287 : 240-249 , 1991 ;Stack et a 1 . J . B i o 1 . Chem . 
264:4277-4281, 1989 ; Harri son et a 1 . Ana 1 . B i oc hem . 180 : 1 10-1 13 , 1 989 ) £ Jll £ 

h z. t h m t h h . jiisiiii, / 'jyyt^at'jyy-yf^Tf FCt^ 
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S*(C»i^S*«ifc3&«tr**.Fv75^-Xyh*3-Ki-* DNA(i . fit 5/* - b 
P 7 x -;^(DNP)Jjift i feiitjLB16tjLft<0*^fc ( Chaudhary et al.Acad.S 

ci .USA 87:1066-1070,1990 ) . fit ft M £ A >f 7" l> H - V t> ft ft t fcRNAcORT-PC 
RfciOffii^TSS. ^^5^»<0Otbnx^J-->/tli, IVT 

ilffijtJi. loOTnt-^-H^I-m^ Hit ^lilo^yX hnyco 
t^nyHo|-mS F tin , r ooM&&77X$ F^Sotlit 

. **i3^6±s^J:a^^^Wife^&*«oTfiLft*^a^^ffi^tt^»i^*s^ 

(i) h V y° is > dz £ h&>\tit : h'jryVCiO^ttftLfc, « HL^- - A" - 
7'y7°£llft£0 9fc^Lfco rnfr-^'^liU fcJfiLlfcfffc.fcOiittfc* 
T7^ U:U^ ;eO«ta^^Mft*fc«C:^«J:-555:^Mft^^tf^^7^ 
£^ tt . Ot>nt\ 7" n r r - *\ h U 7° is y ( h u r y y U 1±l li kt ^ t 

fc ) x* m m z -t h z. t \,z x o *s ^ $ ti tz o 

( i i ) JB % 7° P t 7 - -tf t,Z X h ft ^ : B16-F107 7 7 -7 01 ( B 1 6 ) (ATCC Ac 
cession No. CRL6475) i> t ft . IWIIUTiU, itl^^JgMifflJI&Ji 

77X57- f y7^f ^-^-St/3 7f t--fe'IV5:^^t^ ( Reish et al . 
, Iff ffi ;Wang et al. , Iff ft ) . It, 77 X i 7 -177 ^ f ^- ^ 7 f 

7---t£iv&# * <o i 0 zmmzftz mm& t> <r>%mm*®. -> x , fit ft -pa- « hl ( 

PAte . |$77X^ y-y'yr^f^-^-f)^IS^J5:I»t^ ) & Xf fit ft 
-CIV- a HL ( CIVte . mm 3 7 T 1 '^ - -tf IV^EfHSM £ I5|ct 1, e ) £ *S 14 ft ^ § 
>f y t* h n ? fl W 0 1 * m M £ it -5 Z b X % h . 

tn ^ 0 m m ^ & i> *g ft it 
(i)mmmm ■, dnp b me her : ^^m^mawiiiawiu^r^-^ ^7 
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nmnmmtemmi*^ . a nit x & & $>&t h^ia.®* . mmm 

L=3rtt*Ltf=flr6=flrV^ gttSfifcMlBtt. * ft j&» 6 tfcDNP-K- « HLT'M t . 

HL*° U ^ 7° f- K (D m FJf *f * m £> h 0 
(ii)DNP-B16^ 7 / - VifflJIB : B16^ 7 / - V M M h , DNP-FT" ili I , * ft 
t> fltDNP-PA-aHL^ tz ii fit DNP-CI V- a HUC J; 0 ilt & 0 i tf) *§ £ . l^ft^IW 
$H £ }f $ £ § #g # tf) |w t i x cd U ft M M CO £ # ti . b 'JA'y^/Kii 

. 51 cr^ffi. ( 35 sm^- yifxo}^ ( . ( 3 e]f ^y>K^ 

filB16-PA-a Kit tz \$ $L B 16-C I V- a HL& if . a HUl^ t £ B16# M ft & #L ft 

# n hjj ^> a: ^ ^ £ . dnp*^ji^bi6^ ? y - ^mmmmizmfoz-t zcoizm 

fi ft 0 m <n m fK ft m % a ^ 
^a^^r^M^. 0 ifc m <o m m z m m r § & ^ t # ^ < . * jm $ ± 5 1 

m M M \/z m A -t h t . ^^j:ll«t^»t^ ttttffll&aSttft&SSttft 

s - a) m m <n m m m m ^ <o ft a <n « m t & «e * £ . - 0 «t a & ft s & t h . 3 
$ tt ^ ±m t it m m tz it ^ m m & m 0 a * ft . *^^*Bia^{i*E#co**^c7)-c. 

rtiHT'l^ jiSii. *HJiai*lCa2 + ti^«^ffiiiJK(0.05-0.2jLtM)t:«fc*i 
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& m m iz m n t h t . m m it k m -t h . * i x * ti & ft ft iz & (t § # e « je ^ # 

ISji^ftiOlRHT&Sfc^^^fLTV^-S ( Randall et al . , J . Neurosc i . 12 : 1882- 

1895,1992) e *%w<?>fc&m$. mmmm^mm^^immnc^^^A^^ 

ii tt ft Ji * fc , Tyi-±yA*VJZ?U*i'\i J *V$'?4J><7)£o%: > * ^ ffi 

o 0 ji& # ft m co m o s. » £ ffi & -r § <o k 1 ffi £ § , 

^ life M 4 : ft fl; 3 ft # h 7L ff^ fig j§ m M <n X 7 V - - V ? 

m m m & m n t tz it % #■ iz «* o ^ tt ^ $ ft a t m m ?l ^ & m z & s ^ & fc « 

fi^^i3^^^^Mfc*^<»fffl^^U--y^&«. M^£>^2ftl>7° 

nfr-^'«^7f Ffi?ij^itt^^t^cftc, * t x m m iz . n ti to co y 

tz *b lz ft $ ft tz o l^tM£tt^SM#14#Ji:LTte£ 
§ (Hill) 0 M i. li , ^ M #c « HLli . II m m M ft ft m iz X 0 14 it £ ft 7 3f * 
lfHIStU^:^S|jjt:l^^t, ffl ■£ 7 A 7 ' ? U - ^ X 7 U - - 

yyzti*. %%%iz£<&^ixiziimiz£V)ftf8Lztih. y yy^^mmmm 

£ * tf 56 ^ S M # -b >y Mi, fLMI^-Ft^7^ K Cfi^O; £ 

S h . ft 4 a tf> n £ 7° n r - -tf ^ # M tt ^ # & (i ^ ^ X . Ififl 

¥lz £ 0 ^ I tz . m f& £ M ^ -b >y h t J: 93-H5*ifcrnf 7-tf*iaii, 

bn-fe;I/n-X7 4 )V 9 — £ t < „ ^ 3&» 6 7 ^H-i«lffl|3n--^I| 

II W 0 M ft K % m m $ ^ . ^bn-z^U, ^d-lt^7^;P^-{i:*^ 
iHt^o M^rc7)7>f;P^-2:JflL?g«^7 0 P-h^$^t. ^^7°7-^c7)£ti^ 
ifctt. 7 0Mftffi^S:^lfll^^^^[5l^^fgM$^ 
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* m m ? a )v 9 - * is t* 7 v - v ± t u m m a* ^ ^ & ^ ^ ^\ g *§ ? n - y a* m 

£ 0 » to m M L . ^M^^-fe 1 / h co DNAjfE #| 5el 8¥ $f £ "3" & o ^ II tf) ?L ^ ft 
iVTTt J: 0^J|^^H^t?lift-^ o 18 fli 7L fiHfc £ to # . SWfflJfit 

^-§^M#:^|5l^^^^^l»o ± ie <9 X o \,z . yXfOi^litXfyyaF 
T . x^j-yin^v^i.^^^^l^vfCloX, ± IB CO X o \,Z . a 
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